. The pulse scheme used to determine residue-specific longitudinal 15 N relaxation rate constants, R 1 , in the GB1 Cys-EDTA-Cu The experiments were performed at 11.7 T (500 MHz Cα J-decoupling scheme, 7, 8 with the delay δ = 2.25 ms, consisted of two separate spectra recorded with selective rSNOB 180 o refocusing pulses 9 of 250 μs duration applied to the 13 CO spins at the frequency of 175 ppm (filled black shapes) and 13 Cα spins at the frequency of 55 ppm (filled gray shapes) in either position a or b. The spectra were processed as described by Laage et al. 8 The following phase cycles were employed to record spectra a and b. Spectrum a: and EDTA-Zn 2+ tagged proteins were obtained by fitting residue-specific relaxation trajectories to decaying single exponentials. A total of 110 quantitative PRE restraints (77 for residues located in regular secondary structure elements and 33 for loop residues) were determined for the six GB1 analogs and used in the structure calculations via the PREPot potential term (see main text and Supplementary Table S3 for additional details). b For residues where the PRE measurements yielded values of Γ 1 N £ 0.10 s -1 (indicated by asterisks) the PRE restraints were converted into purely repulsive 'NOE-type' distance restraints with a lower-bound cutoff of 15.1 Å and used in the structure calculations via the NOEPot potential term. A total of 121 residues for the six GB1 analogs fell into this category (89 located in regular secondary structure elements and 32 loop residues). all atoms a Entries with two slash-separated values correspond to the anneal value and refine value, respectively. b Only applied to the EDTA-Cu 2+ sidechain dihedral angles for which the RAMA term contains no information. c In addition atomic radii are scaled by a value of 1.2 during initial dynamics and minimization and scaled by a value ramped from 0.9 to 0.78 during simulated annealing.
